Cell cultures. Established cell lines of high passage (>100) Vero green monkey kidney (17) and LLC-MK2 rhesus monkey kidney (6) were maintained in 32-oz bottles, and 3-oz bottle cultures were prepared according to methods described in the preceding paper (11).
Dengue type 2 virus, strain New Guinea B, plaqued with equal facility and titer under overlays containing six different grades of commercial agar in the LLC-MK2 cell system. Doubling the agar volume on LLC-MK2 cell monolayers increased the plaque development time of dengue type 1, strain Hawaii. Storage of agar at 56 C reduced or totally abolished dengue type 4, strain H-241, plaque titer in LLC-MK2 cells. The influence of six known virus plaque-enhancing compounds on plaque development of all dengue virus serotypes was studied in two continuous simian kidney cell lines, LLC-MK2 and Vero. In the absence of any chemical additive, plaque development of all dengue serotypes was more rapid (4 to 10 days) in the LLC-MK2 line than in the Vero line (6 to 13 days). Increased plaque development time of type 1, strain Hawaii, by pancreatin and plaque-size doubling of dengue types 1 and 4 was the only advantage conferred by the addition of six chemical additives in the LLC-MK2 cell system. Dengue types 1 and 6 failed to plaque in the Vero cell system unless aided by a plaque-enhancing compound; plaques of dengue types 2, 3, 4, and 5 appeared sooner (2 days) and were increased in plaque diameter. The optimal DEAE concentration for plaquing dengue type 1, strain Hawaii, was 100 ,g/ml; plaque development either failed at lower concentrations or was inhibited at higher (200 ,g/ml) concentrations.
The earliest dengue plaquing experiments (8-10; T. M. Stevens et al., Bacteriol. Proc., p. 132, 1962) revealed that agar contained certain substances which inhibit dengue virus plaque development. Since one of the inhibitors has been characterized as a sulfate polysaccharide (14) , attention has been directed toward the use of more highly purified agar Cell cultures. Established cell lines of high passage (>100) Vero green monkey kidney (17) and LLC-MK2 rhesus monkey kidney (6) were maintained in 32-oz bottles, and 3-oz bottle cultures were prepared according to methods described in the preceding paper (11) .
Mice. Swiss mice (CD-1; 1 to 2 days old) from a colony maintained in the Yale Arbovirus Research Unit were used for the preparation of virus stock.
Virus assay. Procedures of virus inoculation and preparation of nutrient agar overlay were reported previously (4, 12) . Virus dilutions for titrations were made in Hanks saline containing 0.5% lactalbumin hydrolysate. The fluid medium was removed from the bottle cultures and 0.2 ml of each virus dilution was adsorbed for 1 hr at 37 C, after which 10 to 12 ml of a freshly prepared mixture of nutrient medium and agar was added. The nutrient overlay was prepared as follows. Modified lOX Earles solution was composed of solution A and solution B. For solution A, we combined 203.0 g of MgC12*6H20, 4.0 g of CaCI2, 4.0 g of CaCl2, and water to a total volume of 800 ml. For solution B, we combined 272.0 g of NaCl, 6.0 g of KCI, 8 .0 g of MgSO4-7H20, 5.0 g of NaH2P04-H20, 40.0 g of glucose, and water to a total volume of 3,200 ml. Solutions A and B were autoclaved separately, and it was important that A be added to B.
For the nutrient portion of the overlay, we combined 18.0 ml of modified lOX Earles solution, 57.1 ml of water (sterile, distilled), 3.6 ml of calf serum APPL. MICROBIOL.
(unheated), 3.0 ml of neutral red (1:100 filtered), 5.4 ml of NaHCO2 (7.5%), 2.0 ml of antimicrobial stock (10, Overlay volume. Titers of dengue virus types 1, 2, 3, 4, and 5 were slightly higher (0.1 to 0.5 log10 plaque-forming units per 0.2 ml) when the regular volume (10.0 ml) of nutrient agar overlay was used than when the volume was doubled ( Table 2) . Except for dengue type 1, increasing the overlay volume did not affect plaque size; however, the type 1 dengue plaques were 2 to 4 mm larger with the 10.0-ml volume. The appearance time of type 1 plaques was hastened, however, by using an overlay volume greater than 10 ml.
Effect of molten agar storage at 56 C. Fresh agar was prepared each day for 7 days and stored at 56 C. On the 7th day, all agar batches were employed for agar overlay preparation, with and without 100 ,ug of DEAE per ml. Dengue type 4 (strain H-241) was used as the indicator virus. Highest virus titers were seen with the freshly the LLC-MK2 cell system, were presented in a previous paper (4) .
In the absence of any plaque-enhancing additive, dengue plaque development was more rapid (4 to 10 days) in the LLC-MK2 cell system than in the Vero cell system (8 to 13 days (9), agar of various purities and concentrations (0.7 to 2.0%) has been preferred by most laboratories for dengue plaquing (4, 12, 13 Incorporation of DEAE in the agar overlay medium was reported to improve plaque definition or titer of dengue type 2, or both, in pig kidney (15) and KB (T. M. Stevens et al., Bacteriol. Proc., p. 132, 1962) 
